FAM3A mediates PPARγ's protection in liver ischemiareperfusion injury by activating Akt survival pathway and repressing inflammation and oxidative stress
Mitochondria isolation
The isolation of mitochondrial and cytosolic fractions were performed according to the instructions for the Mitochondria/Cytosol Isolation Kit (C1260, Applygen Technologies Inc.). 30mg livers were homogenized in 1.5mL of ice-cold Mito-Cyto Buffer with a Dounce homogenizer. After centrifugation twice at 800g for 5 min at 4°C, the supernatant was collected, transferred to a fresh microcentrifuge tube, and centrifuged twice at 12,000g for 10 min at 4°C. The supernatant is cytosolic fraction. The pellet, which contained the mitochondria, was resuspended in 30μl Mito-CytoBuffer. The protein concentration was determined using the bicinchoninic acid method. β-actin was used as cytosolic marker, whereas ATP synthase β subunit (ATPSβ) was used as mitochondrial marker.
Measurement of nitric oxide
Briefly, 30-50mg liver tissue was homogenized in saline. After centrifugation twice at 1000rpm for 10 min at 4°C, the supernatant was collected. Nitric oxide (NO) level was determined according to the instructions for determination kit (A013-2, Nanjing Jiancheng Corp). Absorbance at 550 nm was immediately recorded and compared to the absorbance of a freshly prepared standard curve of sodium nitrite. Finally, nitric oxide content were normalized to total protein content.
Glutamate dehydrogenase (GDH) activity assay
GDH activity was performed according to the instructions for Glutamate dehydrogenase detection kit (ab02527, Abcam). Briefly, 50mg liver was homogenized in 200μl ice cold assay buffer, and then centrifuged at 13000g for 10min to remove insoluble content. The GDH activity was determined according to the instruction of kit.
